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Abstract
Background: Recent studies of selection on mitochondrial (mt) OXPHOS genes suggest adaptation due mainly to
environmental variation. In this context, Tunisian hares that display several external phenotypes with phylogenetically
rather homogenous gene pool and shallow population structure provide a good precondition to detect positive
selection on mt genes related to environmental/climatic variation, specifically ambient temperature and precipitation.
Results: We used codon-based methods along with population genetic data to test for positive selection on ATPase
synthase 6 (ATP6) and NADH dehydrogenase 2 (ND2) of cape hares (Lepus capensis) collected along a steep ecological
gradient in Tunisia. We found significantly higher differentiation at the ATP6 locus across Tunisia, with sub-humid
Mediterranean, semi-arid, and arid Sahara climate than for fourteen unlinked supposedly neutrally evolving nuclear
microsatellites and mt control region sequences. This suggested positive selection on ATP6 sequences, which was
confirmed by several codon-based tests for one sequence site that together with a second site translated into four
different amino acids. Positive selection on ND2 sequences was also confirmed by several codon-based tests. The
corresponding frequencies of the two most prevalent variants at each locus varied significantly across climate regions,
and our logistic general linear models of occurrence of those proteins indicated significant effects of mean annual
temperature for ATP6 and mean minimum temperature of the coldest month of the year for ND2, independent of
geographical location, annual precipitation, and the respective co-occurring protein at the second locus. Moreover,
presence of the ancestral ATP6 protein, as inferred from phylogenetic networks, was positively affected by the
simultaneous presence of the derived ND2 protein and vice versa, independent of temperature, precipitation, or
geographic location. Finally, we obtained a significant coevolution signal for the ancestral ATP6 and derived ND2
sequences and vice versa.
Conclusions: positive selection was strongly suggested by the population genetic approach and the codon-based
tests in both mtDNA genes. Moreover, the two most prevalent proteins at the ATP6 locus were distributed at
significantly varying frequencies across the study area with a significant effect of mean annual temperature on the
occurrence of the ATP6 proteins independent of geographical coordinates and the co-occuring ND2 protein
variant. For ND2, occurrence of the two most frequent protein variants was significantly influenced by the mean
minimum temperature of the coldest month, independent of the co-occurring ATP6 protein variant and
geographical coordinates. This strongly suggests direct involvement of ambient temperature in the adaptation of
the studied mtOXPHOS genes.
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Background
The mammalian mitochondrial (mt) DNA, a circular
double-stranded molecule, contains 37 genes, including
thirteen protein coding genes, 22 transfer (t)RNA genes
and two ribosomal (r)RNA genes. All protein coding
genes are components of the mt respiratory chain
(OXPHOS—oxidative phosphorylation): these are seven
subunits of the NADH dehydrogenase complex I (ND1,
ND2, ND3, ND4, ND4L, ND5, and ND6), one subunit
(cytochrome b) of the cytochrome cb1 complex III,
three subunits of cytochrome c oxidase complex (CO1,
CO2, and CO3), and two subunits of ATPase complex
V (ATP6 and ATP8) [1].
Particularly the high copy number in cells, its maternal
inheritance, its high point mutation rate, the fact that
recombinations are evidently occurring very rarely in
mammals and other animals, as well as its compact
architecture and small total size have made mtDNA very
popular for phylogenetic, phylogeographic, and popula-
tion genetic studies for a wide range of taxa. The major-
ity of these studies, however, implicitly considers
mtDNA as neutrally evolving and mtDNA variability is
usually interpreted to reflect the effects of gene flow and
random drift, whereas molecular changes are supposed
not to influence the fitness of the individuals.
Whether mainly neutral evolutionary forces or adaptive
evolution are shaping mtDNA variation is contentiously
debated (e.g., [2–5]). Whereas there seems to be no major
discussion on the fact that strong purifying selection is
considerably affecting mtDNA variability of mtOXPHOS
genes in animals (e.g., [2, 3, 6, 7]), mechanisms of how
positive selection may shape spatio-temporal patterns of
such genes are hardly explored. Evidence of positive
selection on segments of mitogenomes of various animal
species has only relatively recently started to accumulate
in the literature [8–16]. Moreover, as to our knowledge,
even no preliminary view is at hand of how positive se-
lection of coevolving mtOXPHOS genes might influence
intraspecific mitogenome variability under different en-
vironmental contexts.
Despite strong purifying selection already during the
transmission of mtDNA down the maternal lineages
(e.g., [3]), less pathogenic (deleterious) mutants harboured
by heteroplasmic mothers and inherited to the next gener-
ation may result in retarded growth, disorders, or serious
health problems in the offspring (e.g., [17, 18]). Over 100
point mutations in protein coding genes, tRNAs, and
ribosomal rRNAs of the human mitogenome have been
reported to be associated with a wide range of clinical
symtoms or diseases [19]. The majority of mtDNA muta-
tions that cause disease in humans are, however, consid-
ered mild to moderately deleterious and serious mutations
are apparently effectively selected against along the mater-
nal germ line, as suggested by the mouse model [20].
Although some [15] suggested that a molecular signa-
ture of positive selection does not necessarily imply
adaptation several hypotheses have been proposed to ex-
plain selection on mtDNA. They all imply adaptation to
different environmental conditions such us high altitude,
climate change, temperature, colder climate, food avail-
ability, and habitat change (see [21] for overview). Hares
of the genus Lepus were suggested to be a suitable group
to study natural selection in mitogenomes given their
recent evolutionary history and their wide distribution in
contrasting environments [14]. Analyses of eleven mito-
genomes of different hare species of temperate and arctic
origins by the latter authors have suggested positive selec-
tion on several codons of genes of the mtOXPHOS com-
plexes, most notably affecting the arctic hare lineage.
However, the structure and the physicochemical proper-
ties of the encoded proteins seemed to be not affected by
these amino-acids substitutions. The authors [14] con-
cluded that the functional impact of the amino acid
changes may have been underestimated by their analysis.
Moreover, [22] have suggested that codon sites showing
functional changes might not show a high ω value. By
contrast, the codon sites where many amino acid substitu-
tions occurr may be falsely predicted as positively selected
sites because of a high ω value that is obtained by chance
even if the substitutions were essentially neutral. There-
fore, in the absence of an appropriate statistical tool or
experimental analyses, an adaptive or non-adaptive value
of the positively inferred selected sites remains elusive.
In this study we test for selection on two mtOXPHOS
genes, ATP synthase 6 and NADH dehydrogenase 2, in
hares from a small region in North Africa (Tunisia) where
climatic and habitat conditions exhibit a dramatic clinal
change from the Mediterranean seaboard in the north to
the arid Sahara in the south along a short geographic dis-
tance (less than 500 km), but without obvious physio-
graphic barriers to gene flow. In fact, earlier population
genetic and phylogenetic investigations [23] revealed shal-
low differentiation in hares across this region on the one
hand and the presence of only one hare species (i.e., cape
hare, Lepus capensis L, 1758; see also [23–25]) on the
other. For our current analyses we use the same individ-
uals that have already been analysed in population genetic
and phylogenetic terms; hence, the currently observed
mtOXPHOS gene variation has been obtained from the
same populations of mitochondria that have already re-
vealed very shallow genetic divergence across the different
climate zones in Tunisia. Under positive selection on
those two loci and adaptation to different environments
we expected significant changes of protein frequencies
across the study region in addition to site-specific selection
signals for the corresponding sequences. Furthermore, we
expected significant effects of ambient temperature or
precipitation, as important climatic characteristics, on
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the occurrence of the most prevalent proteins encoded
by the two loci. Finally, we expected a significant signal
of co-evolution of the two loci under study, particularly
because the non-recombining mtDNA can be consid-
ered as one linkage system. We observed co-evolution of
the two loci, but positive selection on combinations of
ancestral and derived proteins for ATP6 and ND2, and
vice versa, in addition to a signal of positive selection
on single positions of ATP6 and ND2, as well as ambi-
ent temperature effects on the occurrence of the most
prevalent proteins.
Methods
Specimen samples and ecological characteristics of the
study area
A total of 133 hares conventionally considered cape
hares (Lepus capensis, e.g., [24, 26–28]) were collected at
eleven sampling sites in Tunisia between 2003 and 2006.
The sampling localities ranged between close to the
northern Mediterranean seaboard at N 36° 55′ 17″ and
the Sahara at N 32° 52′ 34′. Acronyms of sampling lo-
calities, geographic coordinates, positions within northern
(NT), central (CT), and southern (ST) Tunisia, as well as
sample sizes are given in Fig. 1. The whole sampling area
expanded from the Mediterranean humid and sub-humid
bioclimatic zones in the north (NT), characterized by
Mediterranean forest and scrubland (maquis), across the
semi-arid central part of Tunisia (CT), with steppe vegeta-
tion including chenopods (Arthemisia, Ephedra), to the
arid and hyper-arid Sahara in the south (ST), with typical
desert vegetation (e.g., [29]). It represents a remarkably
steep climatic and ecological gradient across a straight
distance of less than 450 km, with means of annual pre-
cipitation and temperature ranging between 477 mm
and 17.1 °C in the north and 52 mm and 21.3 °C in the

















































Fig. 1 Sampling regions of hares from North, Central and South Tunisia. Sample sizes appear in parentheses. Hares were grouped into three
populations according to climatic, geographic and phenotypic data. The north population with samples from two regions (BEJ: Béja and STH:
SidiThabet); the central population with samples from six regions (NAD: Nadhour; WES: Weslatia; KAL: Kalâa; BKL: Bekalta; CHE: Cherarda; SND:
Sned); and the south population with samples from three regions (DOU: Douz; TAT: Tataouine, and BGD: Ben Guerdène). Pie charts indicates
protein frequencies (see Fig. 2 for protein names) for ATP6 (left) and ND2 (right) in the three populations
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2.9 in the south. Whereas the coefficient of variability of
the aridity indices for Tunisia is amongst the highest of
all African countries, mean annual temperatures do not
vary to such an extent across whole Tunisia [30] and
even less across our study area.
In addition to the Tunisian samples, single specimens
of Lepus capensis from South Africa (Overberg Region,
Western Cape), Egypt, west of the Nile (Matruh), Egypt,
east of the Nile (Sinai), as well as single specimens of
scrub hare, L. saxatilis, (Western Cape, R.S.A.), and
one brown hare, L. europaeus, from eastern Austria
(Zwerndorf ) were included for outgroup comparison in
the phylogenetic analyses of the Tunisian ATP6 and
ND2 sequences/proteins (see below).
DNA extraction and PCR amplification
Total genomic DNA was extracted using the GenElute
Mammalian Genomic DNA Miniprep kit (Sigma-Aldrich)
from diverse tissues (liver, skelettal muscles, ear cartilage,
tongue, see [26, 31] of each specimen. PCR amplification
of two mitochondrial (mt) protein coding sequences were
performed according to [32]: 1) a 453 bp segment of the
mt ATP synthase 6 (ATP6) gene from site 8142 to 8594 of
the complete mt genome of the brown hare, Lepus euro-
paeus [33]; and 2) a 409 bp segment of the mt NADH
dehydrogenase 2 (ND2) gene from site 4066 to 4474 [33].
Purification of amplicons was carried out using the
Wizard SV gel and PCR clean-up system (Promega) DNA
purification Kit. Forward and reverse strand sequencing
was performed by Macrogen Inc., South Korea. In
addition, sequences of the hypervariable domain 1 of the
mt control region (HV1) and genotype data of fourteen
microsatellite loci of the same 133 specimens [23] were
included as non-coding markers to estimate levels of
most likely neutral mitochondrial and nuclear genetic
differentiation across the study region.
Sequence analysis and diversity
Sequences were edited and aligned by eye using the
BioEdit v.7.2.5 program©, 1997-2013 [34]. The following
indices of DNA polymorphism were estimated by using
DnaSP v.5 [35]: haplotype diversity (h), nucleotide diver-
sity (π), the mean number of pairwise differences (k),
and the number of segregating (polymorphic) sites (S).
All indices were calculated separately for the combined
populations of north (NT), central (CT), and south
Tunisia (ST), respectively.
Phylogenetic relationships of haplotypes
To reveal phylogenetic relationships of ATP6 and ND2
sequences and the translated proteins, median-joining
(MJ) networks [36] were constructed, including all cur-
rently produced haplotypes based on equally weighted
variable positions, by using Network 4.2.0.1 (available
at http://www.fluxus-technology.com/sharenet.htm). That
approach allowed for the detection of possible alternative
intraspecific pathways of protein evolution with the
chance of identifying possible parallel protein evolution.
Our networks were phylogenetically rooted by the above
mentioned outgroup sequences of Lepus capensis, L.
europaeus, and L. saxatilis.
Detecting positive selection
To detect positive selection at single amino acid sites,
the maximum likelihood (ML) method [37] implemented
in CODEML of the PAML 3.14 package [38] was used.
Depending on ω values that represent the ratio of the rates
of non-synonymous to synonymous nucleotide substitu-
tion, sites are expected to evolve neutrally (ω = 1) or under
positive (ω > 1) or purifying (ω < 1) selection. Different
codon-based models that allowed for variable selection
among sites as recommended by [39] (see also e.g., [14,
15]) were tested: scenarios where non-synonymous muta-
tions were neutral or deleterious (models M1a and M7,
respectively) were compared with models that allowed for
positive selection including an additional category for
advantageous substitutions (M2a, M3, M8). Pairwise
comparisons of nested models were performed using the
likelihood ratio test (LRT): twice the log-likelihood differ-
ence was compared with a χ2 distribution with degrees of
freedom equal to the difference in the number of parame-
ters between both models. In this way, the more general
models M2 and M3 could be tested against M1 and M8
against M7. When the LRT was significant, a Bayes
Empirical Bayes (BEB) method was used to calculate the
posterior probabilities of codon classes in models M2a
and M8. Posterior probabilities of > 0.95 were considered
as supported under the BEB method [40].
As alternative methods and in order to identify codons
affected by positive and negative selection, fast single-
likelihood ancestor counting (SLAC), fixed effects likeli-
hood (FEL), random effects likelihood (REL) and mixed
effects model of evolution (MEME) methods available in
the HyPhy package [41] and in a free public web imple-
mentationon http://www.datamonkey.org (last accessed
15 March 2016; [42]) were applied to our ATP6 and
ND2 sequences using the best fit nucleotide model for
each data set. The best fitting model was HKY85 for
both mtDNA coding regions, as suggested by the pro-
gram. After reconstructing ancestral sequences, SLAC
compares normalized expected and observed numbers
of synonymous and nonsynonymous substitutions per
variable site. FEL compares the instantaneous synonym-
ous site rate (α) and the instantaneous nonsynonymous
site rate (β) on a per site basis, without assuming a prior
dN/dS distribution. REL allows for heterogeneity both
in synonymous and nonsynonymous rates, by fitting
discrete distributions of rates across sites and then
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inferring the rate per site. MEME estimates the prob-
ability for a codon to have undergone episodes of posi-
tive evolution, allowing the ω ratio distribution to vary
across codons and branches in the phylogeny. A detailed
account of the SLAC, FEL, and REL methods is given by
[43]. Details of the MEME method are provided by [44],
who recommended this method for identifying sites
under selection. Significance levels of P < 0.05 in SLAC,
FEL, MEME and Bayes factors > 50 in REL were consid-
ered as indication of positive selection. All tests de-
scribed above were applied to single genes and to the
concatenated sequences.
Genetic differentiation
In addition to the ATP6 and ND2 data, 461 bp long se-
quences of the hyper-variable part 1 of the mt control
region (mtHV-1) and genotypes of 14 microsatellites
obtained earlier for the same individuals [23] were used
to estimate genetic differentiation between the three
study regions (NT, CT, ST). Generally, under positive se-
lection, one would expect higher differentiation in more
conservative markers (i.e. ATP6 and ND2) compared to
rapidly evolving ones (i.e. microsatellites and mtHV-1)
even in the same linkage system. Therefore, a higher
level of gene flow in the fast evolving microsatellites
and mtHV-1 sequences than in the ATP6 and ND2 se-
quences would corroborate positive selection in the lat-
ter two genes. In such case, selection would counteract
gene flow by shaping mtDNA sequence polymorphisms
of ATP6 and ND2 in the different populations.
Therefore, the amount of variation due to partitioning
into the presently considered three regions (NT, CT, ST)
was calculated by AMOVA models using ARLEQUIN
3.1 [45], separately for ATP6, ND2, mtHV1sequences,
and the microsatellite loci. The same program was used
to quantify the degree of differentiation between and
across regions by calculating pairwise FST. Calculations
were carried out separately for each mtDNA domain
based on haplotype sequences, and also based on the
translated amino acid sequence frequencies for the
ATP6 and ND2 genes. Pairwise FST values for microsat-
ellite loci were calculated using the program Genetix
4.05 [46], and significance levels were adjusted by strict
Bonferroni corrections for multiple comparisons after
1000 permutations.
Tests of protein frequencies across the three regions
Frequencies of the two most prevalent proteins at either
locus (that comprised most of all detected haplotypes
per locus, respectively) were tested for significant differ-
ences between regions by three pairwise Fisher’s exact
tests using SPSS 6. Thereby, significance values (α < 0.05)
were adjusted by strict Bonferroni correction to account
for three tests per locus.
Test of protein association and coevolution
To test for a significant association of proteins encoded
by the ATP6 and ND2 genes within individual mito-
chondria, Pearson’s phi coefficient of association (φ) was
calculated for the two most prevalent proteins in hares
from the CT region only, as protein variation was very
low in the other two regions (NT, ST) (see Results). This
coefficient represents a measure of co-occurrence of two
binary variables and is similar in its interpretation to
Pearson’s correlation coefficient. It could be applied to
the current data set, as only two proteins were revealed
at high frequencies at each locus.
To specifically test for coevolution of ATP6 and ND2
sites we used the codon-based Bayesian SPIDERMON-
KEY approach implemented in DATAMONKEY for our
concatenated ATP6 and ND2 sequences from CT. This
approach reconstructs the substitution history of the
amino acid alignment by maximum likelihood-based
methods and analyzes the joint distribution of substitu-
tion events using Bayesian graphical models to identify
significant associations among sites [47].
Testing for effects of climate variables on protein
occurrence and for co-occurrence of protein variants
Given the reported effects of ambient temperature on
mitochondrial protein-coding sequences in humans and
fish [8, 13, 48], a significant effect of ambient temperature
on the presence of the presently detected protein variants
would corroborate selection signals at the ATP6 and
ND2 loci as obtained from our molecular test statistics.
Thus, we used the statistical software package R 2.15.0
(R Development Core Team, 2011) to run logistic gener-
alized linear models (glm) and model averaging statistics
separately for the ATP6 and ND2 proteins, to test for
effects of climate indices on the occurrence of the two
most prevalent protein variants at each locus. Due to
existing uncertainty in model selection, we used tech-
niques of model-averaging and multimodel inference
([49]; R package MuMIn [50]). Thereby, model evalu-
ation is based on the Akaike Information Criterion cor-
rected for small sample sizes (AICc) and all models
(estimates and standard errors) are averaged based on
the probability (so-called Akaike weight) of this particu-
lar model being the best of all models explaining the
data. This gives unconditional estimates (variable or
factor coefficients and P-values). Based on the Akaike
weights, we calculated the relative variable importance
(RVI) for each variable, i.e., the probability of a particular
variable to be present in the best model. This statistical
approach is increasingly being applied to circumvent
ambiguities in model selection (e.g., [51, 52]). For our
models we used climate statistics from the nearest weather
stations to our sampling sites [30]. Specifically, we used
“mean annual temperature“ (temp), “mean minimum
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temperature of the coldest month of the year“ (mintemp),
and “mean annual precipitation“ (prec) as predictive vari-
ables in addition to geographical position (“geographical
latitude“– lat; “longitude“- long), as well as the protein
variant (A = “ancestral” or B = “derived”) encoded by the
respective alternate locus in the same individual. To facili-
tate the interpretation of the resultant factor coefficients,
codes of the two respective protein variants for each locus
were concordant (protein variant A = “ancestral”, encoded
as 1; protein variant B = “derived”, encoded as 2).
First we run two logistic glms for presence/absence of
the two most prevalent proteins (A – phylogenetically
ancesral protein, B – phylogenetically derived protein)
separately for ATP6 and ND2, to prove whether “mean an-
nual temperature“ (temp) or “mean minimum temperature
of the coldest month of the year“ (mintemp) had the high-
est explanatory value, given all other factors and variables
in the models were identical. As “temp” resulted in a signifi-
cantly more likely model than “mintemp“for the ATP6 pro-
tein model (AICc for the “temp“model = 118.75 vs. AICc
for the “mintemp“- model = 122.62), the variable “temp“
was used in all further ATP6 protein models. For the ND2
protein models, however,”mintemp“was used for further
modelling, as it resulted in a significantly more likely initial
model than when using “temp“ (AICc for the “mintemp“
model =62.63 vs. AICc for the “temp“model = 74.03).
Consequently, the syntaxes of our statistical protein
models were:
m ¼ glm atpab‐1end2abþ latþ longþ precþ tempð Þ
and
m ¼ glm nd2ab‐1eatpabþ latþ longþ precþmintempð Þ
Results
Genetic diversity of ATP6 and ND2 mtDNA genes
The obtained ATP6 and ND2 sequences resulted in 34
and 41 haplotypes with 40 and 47 variable sites and with
a total length of 399 bp and 348 bp, respectively (see
Table 1 for acronyms, numbers of individuals per haplo-
type, localities, and GenBank accession numbers); for
more details of sequence variability see Additional file 1:
Table S1 (Supporting information). Both the ATP6 and
ND2 sequences translated into four amino acids se-
quences each, due to two and four non-synonymous posi-
tions, respectively (Fig. 2). The phylogenetic relationships
among the ATP6 and ND2 haplotype sequences and their
translation into amino acid sequences (representing eight
different proteins) are shown by the median joining net-
works in Fig. 3 and Fig. 4. Based on our phylogenetic
rooting of the networks by our outgroup taxa, 53.38%
of all ATP6 haplotypes were represented by the ances-
tral protein A, and 89.47% of all ND2 haplotypes were
represented by the ancestral protein A. In ATP6 protein
B harbored six haplotypes in a star-like evolutionary
pattern; one of those modern haplotypes gave rise to
protein D, which was the youngest among all four ATP6
proteins. ATP6 protein C consisted of two evolutionarily
closely related haplotypes that were derived from a
modern haplotype within protein A. In ND2 protein D
was derived by two different evolutionary pathways indi-
cating parallel evolution. Protein B and C were derived
from evolutionarily young lineages of protein A; they
harbored eight and one haplotypes, respectively. Finally,
the observed star-like phylogeny of several haplotypes of
both mtDNA sequence networks might suggest a rapid
population expansion event. Notably, a recent expansion
event was also suggested by a significant bimodal distri-
bution of the mtHV-1 haplotypes [23] and by the star-
like phylogeny of the transferrin sequences [25] of the
same individuals.
Patterns of positive selection on mtDNA genes
The codon-based tests (estimation of ω per codon) for
selection revealed specific codons to be under positive
selection (Table 2). The maximum likelihood models
that allowed for positive selection fitted to the data of
ATP6 significantly better than those that assumed only
neutral or deleterious mutations, but for ND2 positive se-
lection was not confirmed by all tests (Table 2, Additional
file 2: Table S2). The ω estimates of the model M0 (esti-
mation of ω over all codons) indicated that purifying
selection dominated the evolution of both ATP6 (ω =
0.0346) and ND2 (ω = 0.0335). The LRT test for ATP6 in-
dicated that model M2a that allowed for positive selection,
fitted better than model M1a that only considered con-
served and neutral codon position (Table 2). Estimates
using the M2a model suggested that among the two non-
synonymous amino-acid changes (sites 72 – A8408G and
76 – G8420A), site 72 in ATP6 was under positive selec-
tion. Model M3 that assumed three site classes (ω < 1, ω =
1 and ω > 1), fitted the data better than all the previous
models (Table 2). For ND2, in the model comparison
(M1a vs. M2a) the alternative model (M1a) was preferred
over the null model indicating that substitutions in this
gene might be selectively neutral. Moreover, in ND2 the
three sites suggested to be under positive selection by
Model M2a have a low posterior probability according to
the BEB analysis (Table 2). The M2a model for the
concatenated genes indicated positive selection for site 72
in ATP6 and sites 16 and 22 in ND2 (Table 2).
The LRT test comparing two models (M7 and M8)
that both assume a beta distribution of ω over sites indi-
cated that M8 (that allowed for selection) fitted the data
better in both ATP6 and ND2 than M7 (that does not
allow for selection). The estimates from M8 indicated
that 0.015% (ω = 3.662) and 3.5% (ω = 1.708) of the sites
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Table 1 List of the ATP6 and ND2 haplotypes from Tunisia, sample size, geographical origins, and Genbank accession numbers
ATP6 ND2
Haploytpe Sample size Number and Locality GenBank
Accession
Sample size Number and Locality GenBank
Accession
TN1 42 BKL(7), BEJ(8), SND(8), KAL(5),
NAD(5), STH(5), WES(2), TAT(2),
KX574596 46 BKL(4), BEJ(8), SND(12), KAL(1), DOU(2),
NAD(7), STH(7), TAT(3), WES(2)
KX574630
TN2 1 BEJ(1) KX574597 2 KAL(2) KX574631
TN3 1 STH KX574598 16 BKL(15), WES(1) KX574632
TN4 5 BKL(1), STH(2), BEJ(2) KX574599 6 SND(3), BKL(3) KX574633
TN5 1 BEJ(1) KX574600 1 KAL KX574634
TN6 1 WES KX574601 2 NAD(1), KAL(1) KX574635
TN7 1 BEJ KX574602 1 BEJ KX574636
TN8 12 BKL(1), SND(2), NAD(2), DOU(2),
TAT(2), CHE(2), KAL(1)
KX574603 1 BEJ KX574637
TN9 1 SND KX574604 7 TAT(6), DOU(1) KX574638
TN10 1 SND KX574605 2 BEJ(2) KX574639
TN11 2 CHE(2) KX574606 2 BEJ(2) KX574640
TN12 1 SND KX574607 4 BKL(1), DOU(2), TAT(1) KX574641
TN13 1 SND KX574608 1 BEJ KX574642
TN14 1 BEJ(1) KX574609 7 TAT(7) KX574643
TN15 8 DOU(3), TAT(5) KX574610 4 DOU(3), TAT(1) KX574644
TN16 1 TAT KX574611 1 TAT KX574645
TN17 1 DOU KX574612 2 DOU(1), TAT(1) KX574646
TN18 1 BEJ KX574613 1 TAT KX574647
TN19 3 BKL(3) KX574614 1 DOU KX574648
TN20 2 DOU(1), TAT(1) KX574615 1 WES KX574649
TN21 14 CHE(2), DOU(6), BGD(1), NAD(3), WES(2) KX574616 1 SND KX574650
TN22 1 SND KX574617 1 DOU KX574651
TN23 4 TAT(3), BKL(1) KX574618 1 DOU KX574652
TN24 3 SND(2), TAT(1) KX574619 1 TAT KX574653
TN25 5 TAT(5) KX574620 1 CHE KX574654
TN26 9 NAD, BKL(4), SND(3), CHE(1), KX574621 1 STH KX574655
TN27 3 DOU(2), TAT(1) KX574622 1 BGD KX574656
TN28 1 TAT KX574623 1 DOU KX574657
TN29 1 BKL KX574624 1 CHE KX574658
TN30 1 BKL KX574625 1 WES KX574659
TN31 1 BKL KX574626 1 DOU KX574660
TN32 1 BKL KX574627 1 DOU KX574661
TN33 1 BKL KX574628 1 NAD KX574662
TN34 1 BKL KX574629 1 CHE KX574663
TN35 1 SND KX574664
TN36 1 CHE KX574665
TN37 2 CHE(1), SND(1) KX574666
TN38 1 SND KX574667
TN39 1 NAD KX574668
TN40 4 CHE(2), KAL(1), NAD(1) KX574669
TN41 1 SND KX574670
For sampling regions acronyms see Fig. 1
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were under diversifying selection in ATP6 and ND2, re-
spectively. For ATP6 one site was identified with a strong
signal of positive selection (site 72 – A8408G). While the
substitution at position 72 gave rise to the derived protein
B from the ancestral protein A, the substitution at pos-
ition 76 lead to protein C from protein A. For ND2, the
same model suggested that three sites were under positive
selection (sites 16 – M4171L, 22 – H4189Y, and 25 –
L4199P) with a posterior probability of >95% for sites 16
and 25, and a posterior probability of >90% for site 22
(Additional file 2: Table S2). Substitutions at all those
three sites with site 23 (L4192F) lead to the modern
protein B from the ancestral protein A (see Fig. 2,
Fig. 4). Although, model 8 confirmed the detected sites
under positive selection for the concatenated genes,
LRT comparison (M7 vs M8) suggests that M7 was pre-
ferred to the alternative model (M8).
The following PAML results were confirmed by tests
provided by the web server DATAMONKEY: 1) site 72
of ATP6 was identified to be under “episodic diversifying
selection” with the MEME (p < 0.05) method. Notably,
site 72 at the ATP6 locus produced the amino acid dif-
ference between the two main proteins (A and B) with
an overall frequency of occurrence of 97.7%; 2) various
other sites of ATP6 were identified as negatively se-
lected, and depending on the methods used their num-
bers ranged from 7 (SLAC) to 42 (REL); 3) for ND2, no
site showed any evidence of positive selection; however,
20 (SLAC) to 43 (REL) sites were identified to be nega-
tively selected; 4) finally, site 72 (ATP6) was confirmed
Fig. 2 Amino acid sequence alignement of ATP6 (a) and ND2 (b) haplotypes. A to D are the names of the different proteins detected in each
gene. Numbering of amino acid positions is based on the full gene sequence in L. europaeus (AJ421471 [33]). Shaded columns represent















































Fig. 3 Median-joining network showing the relationships among ATP6 haplotypes. Relative haplotype frequencies correspond to haplotype circle
size (see Table 1). Numbers on lines connecting haplotypes indicate numbers of mutation changes. Small white circle indicates inferred haplotype.
Blue circle: North population, green circle: central population, and yellow circle: south population. a, b, c and d are the different amino acids obtained
for ATP6 (see Fig. 2). *: haplotype linked to outgroup sequences


































































Fig. 4 Median-joining network showing the relationships among ND2 haplotypes. Relative haplotype frequencies correspond to haplotype circle size
(see Table 1). Numbers on lines connecting haplotypes indicate numbers of mutation changes. Small white circle indicates inferred haplotype.
Blue circle: North population, green circle: central population, and yellow circle: south population. a, b, c and d are the different amino acids
obtained from ND2 (see Fig. 2). *: haplotype linked to outgroup sequences
Table 2 Results of PAML analysis
.Model ln L ATP6 ND2 ATP6-ND2
ND2 ATP6 ATP6-ND2 Parameters Sitesa p (ΔLRT) Parameters Sitesa p (ΔLRT) Parameters Sitesa p (ΔLRT)
M0 (one ratio) −1661.369 −1268.911 −4331.728 ω = 0.032 ω = 0.033 ω = 0.034


































































































Model = name of the model; ln L = the natural logarithm of the likelihood obtained for every model; Parameters = estimates of ω values and proportion of codons
that belong to each ω class; Sites: position in the corresponding gene of each site under positive selection; p(ΔLRT) = P-values of the log likelihood ratio test for
model comparisons, null models are shown in brackets.
a: BEB: P(ω > 1) > 0.50; P(ω > 1) > 0.95 is shown in bold
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by FEL (P = 0.016), MEME (P = 0.02) and REL (Bayes
factor = 374.32) when applied to the concatenated genes
and site 22 (ND2) was confirmed by the REL (Bayes
factor = 1680.55) test.
Genetic differentiation of mtDNA and microsatellite loci
The AMOVA results for the mtDNA sequences and
the microsatellite genotypes on partitioning of genetic
diversity among the three regions (NT, CT, ST) are
summarized in Table 3. For microsatellites only 2.49%
of the overall relative genetic variability was partitioned
into the three regions. Similarly, only 5.07% of HV-1
sequence variability was due to partitioning among the
three regions, when calculated from haplotype frequen-
cies, and 17.43% of the HV-1sequence variability was
partitioned among regions, when calculated by means
of the distance method. The partitioning of variability
of the ATP6 sequences among regions amounted to
19.02% and 13.23%, when calculated from haplotype
frequencies and pairwise sequence distances, respectively.
A similar level of partitioning was observed for ND2
(19.42% and 6.36%). The AMOVA models based on
translated amino-acid frequencies in the three regions
resulted in an FST of 42.66% for ATP6 proteins and an
FST of 8.31% for the ND2 proteins. Leaving out the
two non-synonymous nucleotide positions (A8408G
and G8420A) of the ATP6 sequences resulted in dis-
tinctly lower relative genetic differentiation (6.28% and
8.06%) than that for the complete sequences (19.02%
and 13.23%) (for details see Table 3). Pairwise FSTvalues
of relative genetic differentiation between regions (Add-
itional file 3: Table S3) reached a maximum of 6.15%
(CT/ST) for mtHV1sequences and 4.1 for microsatel-
lites (NT/CT). The respective values were clearly
higher for ATP6 (15.46%–23.64%) and ND2 (14.05%–
26.02%) sequences.
Table 3 Partitioning of genetic variation (AMOVAs) as calculated from the different markers at two levels
Source of variation df % of variation
ATP6 All sites Among regions FST 2 19.02*
Within regions 130 80.98*
Among regions d 2 13.23*
Within regions 130 86.77*
Syn. sites Among regions FST 2 6.28*
Within regions 130 93.72*
Among regions d 2 8.06*
Within regions 130 91.94*
protein frequencies Among regions FST 2 42.66*
Within regions 130 57.34*
ND2 All sites Among regions FST 2 19.42*
Within regions 130 80.58*
Among regions d 2 6.36*
Within regions 130 93.64*
Syn. sites Among regions FST 2 8.91*
Within regions 130 91.09*
Among regions d 2 6.08*
Within regions 130 93.92*
protein frequencies Among regions FST 2 8.31*
Within regions 130 91.69*
mtHV1 Among regions FST 2 5.07*
Within regions 130 94.93*
Among regions d 2 17.43*
Within regions 130 82.57*
Microsatellites Among regions FST 2 2.49*
Within regions 130 97.51*
For ATP6 and ND2, AMOVAs were calculated based on sequences including all nucleotides, on sequences including synonymous (syn.) sites only, and in protein
frequencies. Asterisks denote values significantly (p < 0.05 after Bonferroni corrections) higher than zero
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Protein frequencies and co-occurrence of proteins
Overall frequencies of the four ATP6 proteins (A, B, C, D)
amounted to A = 53.4%, B = 44.3%, C = 1.5%, D = 0.8% and
frequencies of the two most prevalent proteins A and B
varied significantly between regions in all pairwise com-
parison (NT vs. CT: chi2 = 15.6, p < 0.0005; CT vs. ST:
chi2 = 20.2, p < 0.0005; NT vs. ST: chi2 = 47.2, p < 0.0005).
Overall frequencies of the four ND2 proteins (A, B, C, D)
amounted to A = 89.5%, B = 8.3%, C = 0.8%, and D = 1.5%.
Frequencies of the two most prevalent ND2 proteins A
and B, however, differed significantly only between regions
CT and ST (chi2 = 6.5, p = 0.015, two-sided test), when
accounting for multiple tests.
The Pearson φ coefficient for association of the two
most prevalent ATP6 and ND2 proteins A and B, re-
spectively, indicated a week (φ = 0.366) but significant
(p = 0.002) positive association between the ancestral
ATP6 A and the derived ND2 B proteins and vice versa
in individual hares from the CT region.
The SPIDERMONKEY run indicated a significant inter-
action (p = 0.5) between positions 72 at ATP6 and 22 at
ND2 with a posterior probability of 0.27 for site 72 being
conditionally dependent on site 22, and with a posterior
probability of 0.23 for site 22 being conditionally
dependent on site 72.
Models of ATP6 and ND2 protein occurrence
The logistic glm runs and the model averaging statistics
indicated a significant positive effect of “temp“ (mean
annual temperature of the year)on the presence of the
ancestral ATP6 protein A (i.e., a higher likelihood of
presence at higher “temp“) and a negative effect on the
modern ATP6 protein B, i.e., higher likelihood of pres-
ence at lower “temp“, independent of geographical
position of the sampling site, precipitation, and the ND2
protein variant co-occurring in the same mtDNA. How-
ever, there was also a significant negative effect of ND2
proteins on the occurrence of the ATP6 A protein, in-
dependent of the other fixed factors/variables. Relative
variable importance values (RVI) of precipitation and lati-
tude were not much above 0.5, indicating no clear effects
on the presence of ATP6 protein A or B (Table 4).
The logistic glm runs and the associated model aver-
aging statistics for the ND2 proteins A and B indicated a
highly significant positve effect of “mintemp” (mean mini-
mum temperature of the coldest month of the year) on
the occurrence of the ancestral ND2 protein A and con-
versely a negative effect on the occurrence of the derived
ND2 protein B, independent of geographical location,
annual precipitation, and the ATP6 protein co-occurring in
the same mtDNA. In addition, there was a significant nega-
tive effect of the co-occurring ATP6 protein variant, i.e.,
the presence of the ancestral ND2 protein A was favoured
when the modern ATP6 protein B was co-occurring in the
same mtDNA and vice versa. Apart from that finding there
was a significant negative longitude effect, independent of
all other factors (Table 5).
Discussion
Several attempts have been made to understand positive
(diversifying) selection on mitochondrial (mt) OXPHOS
genes in the context of geographical and environmental
characteristics such as geographical clines [53–55], alti-
tude [56], subterranean habitat [57], and particularly in
relation to ambient temperature variation (e.g., [8, 13,
14, 55]). Given the paramount role of mitochondria for
cellular energy production, selective effects of ambient
temperature on the mitochondrial genes encoding for
the OXPHOS process is very plausible. Positive selection
on those genes may act particularly under heterogenous
environments in terms of time and space. Effects of
ambient temperature on genetic variation in natural
populations may, however, be obscured by other envir-
onmental factors that vary for instance geographically
[58] or by historical population genetic changes, par-
ticularly, if ambient temperature effects are not much
Table 4 Summary results of the logistic linear model of
occurrence of ATP6 protein A or B after model averaging
variable coefficient p RVI
nd2ab −2.725 0.0136 0.99
temp −0.8661 0.0194 0.88
prec 5.806e-03 0.1296 0.59
latitude 7.374e–05 0.1642 0.56
longitude −1.842e–05 0.6670 0.28
All model-averaged variable coefficients, associated values of significance (p) and
values of relative variable importance (RVI) are listed; nd2ab—presence of ND2 A
or B protein in the same mtDNA molecule, respectively, temp—mean annual
temperature, prec—mean annual precipitation, latitutde/longitude—geogra-
phical latitude/longitude of sampling location, p—significance value. Variables
with RVI values > 0.7 are considered of significant importance; variables in bold
have significant effects on the presence of ATP6 A or B proteins
Table 5 Summary results of the logistic linear model of
occurrence of ND2 protein A or B
variable coefficient p RVI
atp6ab −2.958 0.0154 0.99
min. temp 2.566 0.0043 0.98
longitude −2.771e–04 0.0101 0.97
latitude −5.351e–05 0.5235 0.31
prec −7.181e–04 0.9454 0.26
All model-averaged variable coefficients, associated values of significance (p) and
values of relative variable importance (RVI) are listed; atp6ab—presence of ATP6 A
or B protein in the same mtDNA molecule, respectively, min. temp—mean mini-
mum temperature of the coldest month of the year, prec—mean annual pre-
cipitation, latitutde/longitude—geographical latitude/longitude of sampling
location, p—significance value. Variables with RVI values > 0.7 are considered
of significant importance; variables in bold have significant
effects on the presence of ND2 A or B proteins
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pronounced. In addition, coevolution effects among mt
OXPHOS genes on the one hand and within the mito-
nuclear gene complex responsible for the OXPHOS
process on the other can be expected to blur positive
selection signals at single sites (e.g, [14, 15]). Similarly,
epistatic effects may produce certain clusters of non-
synonymous sites within and among proteins [59],
particularly in functionally important and coevolving
genes, as in the mt OXPHOS complex. Such functional
clusters of coevolving sites might also reduce the
chance of detecting positive selection signals, if e.g.,
several of those sites are under purifying selection.
Here we studied amino acid sequence variation at two
mt loci of cape hares (Lepus capensis) from Tunisia,
across a steep ecological gradient within comparatively
short geographic distances (ca. 450 km as the craw flies)
from near to the northern Mediterranean seaboard to
the arid Sahara zone in the south. In spite of marked
variation of external phenotypes (particularly body size
and coat colouration), all hares from our study range are
genetically and phylogenetically closely related as re-
vealed by our microsatellite and mtHV1 sequence data
(see also [31, 60]). In fact, our current AMOVAs of
variation of nDNA and mtDNA indicated a low level of
partitioning of genetic variability across the whole study
area that was well within the range commonly found
among populations of terrestrial mammal species; also,
our earlier phylogenetic mtHV1 sequence analysis indi-
cated no major phylogenetic gap among the Tunisian
hares [31, 60]. Notably, those earlier phylogenetic and
microphylogeographic results were based on the same
individuals that we used for the presently obtained
amino acid data. Hence, the same individual mitochon-
dria populations were used both for the microphyloge-
netic/phylogeographic information and the amino acid
data. The phylogenetically rather homogenous gene
pool and the shallow population structure of Tunisian
hares that display otherwise several external phenotypes
provide a good precondition to detect positive selection
related to environmental/climatic variation, specifically
ambient temperature and precipitation.
Indeed, we have proved positive selection to occur at
the ATP6 locus in the Tunisian hares that translates into
four proteins with two of them at a very high combined
frequency of occurrence. Moreover, the two most preva-
lent proteins at that locus are distributed at significantly
varying frequencies across the study area with a higher
frequency of the ancestral protein variant in the warmer
southern Sahara region and the derived protein at a higher
frequency in the cooler Mediterranean climate province in
the north. Concordantly, we found a significant effect of
mean annual temperature on the presence of the ancestral
or the most prevalent derived ATP6 protein, with the
occurrence of the ancestral protein variant being favoured
at higher temperature and the most frequent derived pro-
tein being favoured at lower temperatures. Apparently,
this seems to be a general effect of ambient temperature
as it is independent of the geographic sampling location
(geographical longitude and latitude).
For ND2, the second locus under study, a signal of
positive selection was also obtained by several of the
used codon-based tests. Accordingly, the ND2 protein
frequencies differ also significantly between the three
discriminated ecological regions. Moreover, the signifi-
cant effect of ambient temperature on the occurrence of
the two most frequent ND2 protein variants independ-
ent of geographic sample locations corroborates our site
based-test results. Remarkably, occurrence of the two
most frequent ND2 protein variants, the ancestral and
the most frequent derived variant, is influenced by mean
minimum temperature of the coldest month (February)
of the year, rather than by mean annual temperature
(which is the case for the two most frequent ATP6 protein
variants). This may point towards a combined and more
complex effect of various aspects of ambient temperature
acting on diverse mtOXPHOS genes of single hares in a
co-adaptive way. The significant effect of geographical
longitude on the occurrence of the ND2 protein variants
might indicate a climate aspect related to the distance
from the seabord, such as seasonal humidity, that was,
however, not investigated in our current analysis.
Finally and most notably, we obtained a significant
coevolution signal for the two loci under study and de-
tected diversifying (positive) selection on the composite
haplotype combining the ancestral ATP6 protein and the
most frequent derived ND2 protein and the composite
haplotype combining the most frequent derived ATP6
protein and the ancestral ND2 protein. These two
protein combinations were found in 51.1% of all studied
hares but did not occur in the Sahara region of our
study, because the most prevalent derived ND2 protein
occurred only in the semiarid central Tunisian and the
Mediterranean north Tunisian regions. The predominant
occurrence of the most prevalent derived B protein at
this locus in central Tunisia may suggest recent evolu-
tion there or recent immigration from western ranges
(Algeria) into central Tunisia. Nevertheless, the favoured
co-occurrence of either the ancestral ATP6 and the most
prevalent derived ND2 proteins or the most prevalent
derived ATP6 and the ancestral ND2 proteins—hence,
the favoured occurrence of either composite haplotype—
independent from geographical coordinates of sample
locations and independent of climate factors can be
interpreted as positive selection favouring either of the
two composite haplotypes. That latter finding, together
with the significant variation of protein frequencies across
the three climate provinces in Tunisia, as well as the
significant effects of mean annual temperature on ATP6
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protein occurrence and mean minimum temperature of
the coldest month of the year on ND2 protein occurrence
independent from geographical location strongly suggests
that the observed sequence patterns at the two loci are
indeed due to positive selection, rather than to relaxation
of selective constraints as e.g. discussed by [61–63].
Remarkably, the currently detected sites proved to be
under positive selection and being affected by ambient
temperature were not found to be under positive selec-
tion by [14], who tested for positive selection signals in
entire mitogenomes of eleven Lepus species, which was
probably due to their small number of haplotypes (see
e.g., [44, 64]. The latter authors also used advanced re-
mote homology detection methods to build 3D models,
predict ligand binding sites, and analyze possible amino
acid variants resulting from nonsynonymous mutations
across the entire mitogenomes. However, they failed to
identify possible effects on single variants that were
proved to be under positive selection. They suggested
that the focus of selection might lie on complex interac-
tions with nuclear encoded peptides.
Nevertheless, in mouse cells a single nucleotide poly-
morphism in the mttRNA-Arg gene produces differences
in the OXPHOS performance [65], and single or few non-
synonymous mitochondrial substitutions can have strong
negative effects on human health or metabolic perform-
ance. According to [66–68] single mitogenome mutations
are responsible for or increasing the chance of developing
a broad range of metabolic and degenerative diseases,
cancer, and aging due mainly to energetic dysfunction (see
e.g., [69, 70]). A total of 308 mitogenome mutations are
responsible for or associated with different diseases in
humans (see MITOMAP: A Human Mitochondrial Gen-
ome Database; http://www.mitomap.org; last accessed 15
March 2016 [71]). For ATP6, 24 mutations are associated
with twenty different diseases in humans; all these muta-
tions represent single nucleotide substitution, except for
the occurrence of one deletion. For instance, the mutation
A8836G changes Methionine to Valine and is associated
with the LHON (Leber Hereditary Optic Neuropathy)
disease. Noteably, the position 72 at the ATP6 locus in
our study that is under positive selection represents
such a mutation (A8408G) resulting in the same amino
acid change from Methionine to Valine. For ND2, 16
mutations are reported to be associated with a total of
19 different human diseases; except for two frame shift
mutations, all are single nucleotide substitution.
In spite of no immediate functional information on
the presently found ATP6 and ND2 protein polymor-
phisms, their adaptive significance is suggested by 1) the
general role of the proteins in the OXPHOS process of
cellular energy and heat production, 2) the varying dis-
tribution of the proteins across the different climate
zones of our study region, and 3) the effects of ambient
temperature on the occurrence of the protein variants.
Remarkably, the observed ambient temperature effects on
the occurrence of the two most frequent protein variants
at each locus are independent of geographic sampling
localities. This suggests direct involvement of ambient
temperature in the selection of these proteins, rather than
potential historic population genetic reasons. Our finding
that the currently revealed most prevalent ATP6 protein
variants are affected by mean annual temperature and the
occurrence of the most prevalent ND2 protein variants in
our study are affected by mean minimum temperature of
the coldest month of the year may suggest a combined se-
lective effect of even more (currently not considered) am-
bient temperature characteristics in a more complex way
on the cellular energy production (e.g., for basal metabolic
rate or regulation of body temperature). Selection coeffi-
cients of protein variants of other mt or nuclear OXPHOS
genes may vary with temperature (climate) characteristics
currently not studied, and their likely coevolution to
optimize the OXPHOS process in relation to climatic
variation is far from being understood.
In brown hares (Lepus europaeus), a species phylogenet-
ically closely related to the currently studied cape hares or
even conspecific with them [26, 27], particularly leverets
and young during their early period of growth are sup-
posed to exhibit increased mortality under low ambient
temperature, rainy and windy weather, in addition to other
factors (e.g. [72, 73]). High energy costs of young hares for
thermoregulation during their early period of growth were
pointed out by [74]. Selection on different mt or nOX-
PHOS genes may vary in the course of the onthogenetic
development or across different climatic regions, particu-
larly under additional ecological circumstances, such as
infection with diverse parasites or pathogens that increase
energy demands for the immune reaction. Therefore, posi-
tive selection on spatiotemporally varying combinations of
genes is conceivable within one and the same species
operating during critical phases of the ontogeny or under
varying ecological/climatic environments. As demon-
strated by [75] resting metabolic rate of hares (considered
Lepus capensis) from the Negev Desert of Israel had a rest-
ing metabolic rate of only 61% of brown hares from south
France. The latter are currently classified as L. europaeus.
Similar physiological analyses are to date not available for
the currently studied hares, but similar climatic character-
istics as for the hares from the Negev Desert on the one
hand and in south France on the other may suggest simi-
larly strong physiological adaptations in hares from the
different climate zones of Tunisia. Ideally, experimental
(e.g., translocation experiments) assession of selection on
various mtOXPHOS genes and concomitant determin-
ation of physiological parameters such as resting or field
metabolic rates of hares with different mtOXPHOS pro-
teins should complement our current results.
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Conclusion
Several evidences obtained in the current study strongly
suggest an adaptive significance of the amino acid changes
in both the ATP6 and the ND2 loci: 1) the important role
of the proteins in cellular metabolism and cellular energy
and heat production 2) the significantly varying distribu-
tion of the proteins across the different climate zones of
our study region, despite little geographical differentiation
in non-coding d-loop sequences of the same mitogen-
omes; 3) the significant signals of positive selection on
those sites that translate into the most prevalent proteins
at both loci; and 4) the significant effects of ambient
temperature (mean annual temperature and mean mini-
mum temperature of the coldest month of the year) on
the occurrence of the protein variants. This might suggest
strong physiological adaptations (i.e., cellular energy pro-
duction) in hares from the different climate zones of
Tunisia. However, experimental assession of selection on
various mtOXPHOS genes and concomitant determin-
ation of physiological parameters is necessary to comple-
ment our current results.
Additional files
Additional file 1: Table S1. Basic sequence statistics for the three
mitochondrial regions (ND2, ATP6, mtHV1) as calculated by the software
DNASP (Librado & Rozas 2009). S: number of segregating (polymorphic)
sites; h: haplotype diversity; π: nucleotide diversity; k: average number of
nucleotide differences; D (Tajima 1989); D (Fu & Li 1993); F (Fu & Li 1993),
and F (Fu 1997). (DOCX 14 kb)
Additional file 2: Table S2. Posterior probabilities (PP) for the currently
studied sites following the BEB approach in PAML. These values were
reported for single gene analyses and the concatenated genes and for both
models allowing positive selection. PP > 0.95 are grey shaded. (DOCX 11 kb)
Additional file 3: Table S3. Pairwise FST values for the three regions as
obtained from the different markers. Upper diagonal, FST values (based
on haplotype frequencies) as calculated from ATP6, ATP6 synonymous
(syn.) positions only, ND2, ND2 syn. positions only, mtHV1, and from the
microsatellite data. Lower diagonal, FST values (based on the distance
method) as calculated from ATP6, ATP6 syn. positions, ND2, ND2 syn.
positions and mtHV1, with 95% CI indicated between parentheses.
Significance levels, *: P < 0.05, **: P < 0.01, ***: P < 0.001. (DOCX 13 kb)
Acknowledgements
Laboratory work was done at the Genetics laboratory of the Research
Institute of Wildlife Ecology (Vienna, Austria). We wish to express our thanks to
Mrs. Anita Haiden (Vienna) for valuable help in the laboratory. Partial financial
support was provided by “Wildlife Research – Franz Suchentrunk 16/2”.
Funding
No financial support was received during the present study
Availability of data and materials
All data generated or analysed during this study are included in this
published article.
Authors’ contributions
HBS, FS, and HS designed the research. HBS produced the primary data and
carried out most of the molecular statistics. All authors contributed to data
analysis, particularly FK and FS developed the linear models. HBS and FS wrote
the paper and dealt with the text changes in the course of the review process.
All authors read and approved the final manuscript.
Competing interests




Permission for sample collection from hares shot during regular hunts
was granted by the general forest department of Tunisia (authorisation
no. 2629DGF/DCF/CPN; Ministry of Agriculture, Water Resources and
Fishing, Tunisia).
Author details
1UR Génomique des Insectes Ravageurs des Cultures d’Intérêt Agronomique
(GIRC), Université de Tunis El-Manar, 2092 El Manar, Tunisia. 2Institut
Supérieur de Biotechnologie de Béja, Beja 9000, Tunisia. 3Department of
Anthropology, University of Vienna, Althanstrasse 14, 1090 Vienna, Austria.
4Research Institute of Wildlife Ecology, University of Veterinary Medicine
Vienna, Savoyenstrasse 1, 1160 Vienna, Austria.
Received: 11 August 2016 Accepted: 26 January 2017
References
1. Saraste M. Oxidative phosphorylation at the fin de siecle. Science. 1999;
283:1488–93.
2. Nachman NW, Brown WM, Stoneking M, Nonneutral ACF, Mitochondrial
DNA. Variation in Humans and Chimpanzees. Genetics. 1996;142:953–63.
3. Stewart JB, Freyer C, Elson JL, Wredenberg A, Cansu Z, Trifunovic A, et al.
Strong purifying selection in transmission of mammalian mitochondrial DNA.
PLoS Biol. 2008;6:e10.
4. da Fonseca RR, Johnson WE, O’Brien SJ, Ramos MJ, Antunes A. The adaptive
evolution of the mammalian mitochondrial genome. BMC Genomics.
2008;9:119.
5. Ballard JW, Melvin RG. Linking the mitochondrial genotype to the organismal
phenotype. Mol Ecol. 2010;19:1523–39.
6. Nachman MW, Bauer VL, Crowell SL, Aquadro CF. DNA variability and
recombination rates at X-linked loci in humans. Genetics. 1998;150:1133–41.
7. Rand DM, Kann LM. Mutation and selection at silent and replacement sites
in the evolution of animal mitochondrial DNA. Genetica. 1998;102:393–407.
8. Mishmar D, Ruiz-Pesini E, Golik P, Macaulay V, Clark AG, Hosseini S, et al.
Natural selection shaped regional mtDNA variation in humans. Proc Natl
Acad Sci U S A. 2003;100:171–6.
9. Ruiz-Pesini E, Mishmar D, Brandon M, Procaccio V, Wallace DC. Effects of
purifying and adaptive selection on regional variation in human mtDNA.
Science. 2004;303:223–6.
10. Zink MR. Natural selection on mitochondrial DNA in Parus and its relevance
for phylogeographic studies. P Roy Soc B. 2005;272:71–8.
11. Kivisild T, Shen P, Wall DP, Do B, Sung R, Davis K, et al. The role of selection in
the evolution of human mitochondrial genomes. Genetics. 2006;172:373–87.
12. Ingman M, Gyllensten U. Rate variation between mitochondrial domains
and adaptive evolution in humans. Hum Mol Genet. 2007;16:2281–7.
13. Balloux F, Handley LL, Jombart T, Liu H, Manica A. Climate shaped the
worldwide distribution of human mitochondrial DNA sequence variation.
P Roy Soc B. 2009;276:3447–55.
14. Melo-Ferreira J, Vilela J, Fonseca MM, da Fonseca RR, Boursot P, Alves PC.
The elusive nature of adaptive mitochondrial DNA evolution of an arctic
lineage prone to frequent introgression. Genome Biol Evol. 2014;6:886–96.
15. Morales HE, Pavlova A, Joseph L, Sunnucks P. Positive and purifying selection
in mitochondrial genomes of a bird with mitonuclear discordance. Mol Ecol.
2015;24:2820–37.
16. Jacobsen MW, da Fonseca RR, Bernatchez L, Hansen MM. Comparative
analysis of complete mitochondrial genomes suggests that relaxed purifying
selection is driving high nonsynonymous evolutionary rate of the NADH2
gene in whitefish (Coregonus ssp.). Mol Phyl Evol. 2016;95:161–70.
17. Chinnery PF, Thorburn DR, Samuels DC, White SL, Dahl HL, Turnbull DM,
et al. The inheritance of mitochondrial DNA heteroplasmy: random drift,
selection or both? Trends Genet. 2000;16:500–5.
18. Holt IJ. Genetics of Mitochondrial Disease. New York: Oxford Univ. Press; 2003.
19. Schapira AH. Mitochondrial disease. Lancet. 2006;368:70–82.
Ben Slimen et al. BMC Evolutionary Biology  (2017) 17:46 Page 14 of 16
20. Fan W, Waymire KG, Narula N, Li P, Rocher C, Coskun PE, et al. A mouse
model of mitochondrial disease reveals germline selection against severe
mtDNA mutations. Science. 2008;319:958–62.
21. Garvin MR, Bielawski JP, Sazanov LA, Gharrett AJ. Review and meta-analysis
of natural selection in mitochondrial complex I in metazoans. J Zool Syst
Evol Res. 2014;53:1–17.
22. Nozawa M, Suzuki Y, Nei M. Reliabilities of identifying positive selection by
branch-site and the site-prediction methods. Proc Natl Acad Sci U S A.
2009;106:6700–5.
23. Ben Slimen H. Phylogénie morphologique et moléculaire des lièvres d’Afrique
du Nord du genre Lepus, PhD thesis, Faculty of Sciences of Tunis. 2008.
24. Flux JEC, Angermann R. Hares and Jackrabbits. In: Chapman JA, Flux JEC,
editors. Rabbits, Hares and Pikas. Status Survey and Conservation Action
Plan; 1990
25. Awadi A, Suchentrunk F, Makni M, Ben Slimen H. Phylogenetic relationships
and genetic diversity of Tunisian hares (Lepus sp. or spp., Lagomorpha) based
on partial nuclear gene transferrin sequences. Genetica. 2016;144:497–512.
26. Ben Slimen H, Suchentrunk F, Stamatis C, Mamuris Z, Sert H, Alves PC, et al.
Population genetics of cape and brown hares (Lepus capensisand L.
europaeus): a test of Petter’s hypothesis of conspecificity. Biochem
Syst Ecol. 2008;36:22–39.
27. Suchentrunk F, Ben Slimen H, Sert H. Phylogenetic aspects of nuclear and
mitochondrial gene-pool characteristics of South and North African Cape
hares (Lepus capenis) and European hares (Lepus europaeus). In: Alves PC,
Ferrand N, Hackländer K, editors. Lagomorph Biology: Evolution, Ecology,
and Conservation. Heidelberg: Springer; 2008. p. 65–85.
28. Hoffmann RS, Smith AT. Order Lagomorpha. In: Wilson DE, Reeder DM,
editors. Mammal Species of the World. 3rd ed. Baltimore: The Johns Hopkins
University Press; 2005. p. 185–211.
29. Zahran MA. Climate - Vegetation: Afro-Asian Mediterranean and Red Sea
Coastal Land. Dordrecht: Springer Verlag; 2010.
30. Le Houérou HN. Bioclimatology and Biogeography of Africa. Heidelberg:
Springer-Verlag; 2009. p. 139-69.
31. Ben Slimen H, Suchentrunk F, Shahin AB, Ben Ammar Elgaaied A. Phylogenetic
analysis of mtCR-1 sequences of Tunisian and Egyptian hares (Lepus sp. or spp.,
Lagomorpha) with different coat colours. Mamm Biol. 2007;72:224-239
32. Smith S, Turbill C, Suchentrunk F. Introducing mother’s curse: low male
fertility associated with an imported mtDNA haplotype in a captive colony
of brown hares. Mol Ecol. 2010;19:36–43.
33. Arnason U, Adegoke JA, Bodin K, Born EW, Esa YB, Gullberg A, et al.
Mammalian mitogenomic relationships and the root of the eutherian tree.
Proc Natl Acad Sci U S A. 2002;99:8151–6.
34. Hall TA. BioEdit: a user-friendly biological sequence alignment editor
and analysis program for Windows 95/98/NT. Nucleic Acids Symp Ser.
1999;41:95–8.
35. Librado P, Rozas J. DnaSP v5: A software for comprehensive analysis of
DNA polymorphism data. Bioinformatics. 2009;25:1451–2.
36. Bandelt H-J, Forster P, Rohl A. Median-joining networks for inferring intraspecific
phylogenies. Mol Biol Evol. 1999;16:37–48.
37. Yang Z. Maximum likelihood estimation on large phylogenies and analysis of
adaptive evolution in human influenza virus A. J Mol Evol. 2000;51:423–32.
38. Yang Z. PAML: a program package for phylogenetic analysis by maximum
likelihood. Computer appl biosci. 1997;13:555–6.
39. Yang Z, Nielsen R, Goldman N, Pedersen AM. Codon-substitution models
for heterogeneous selection pressure at amino acid sites. Genetics.
2000;155:431–49.
40. Yang Z, Wong WS, Nielsen R. Bayes empirical Bayes inference of amino acid
sites under positive selection. Mol Biol Evol. 2005;22:1107–18.
41. Kosakovsky PSL, Frost SDW, Muse SV. HyPhy: hypothesis testing using
phylogenies. Bioinformatics. 2005;21:676–9.
42. Kosakovsky PSL, Frost SDW. Datamonkey: rapid detection of selective pressure
on individual sites of codon alignments. Bioinformatics. 2005;21:2531–3.
43. Kosakovsky PSL, Frost SDW. Not so different after all: a comparison of
methods for detecting amino acid sites under selection. Mol Biol Evol.
2005;22:1208–22.
44. Murrell B, Wertheim JO, Moola S, Weighill T, Scheffer K, Kosakovsky PSL.
Detecting individual sites subject to episodic diversifying selection. PLoS
Genet. 2012;8:e1002764.
45. Schneider S, Roessli D, Excoffier L. Arlequin ver. 2.000: A software for
population genetics data analysis. Switzerland: Genetics and Biometry
Laboratory: University of Geneva; 2000.
46. Belkhir K, Borsa P, Chikhi L, Raufaste N, Bonhomme F. GENETIX 4.05, logiciel
sous Windows TM pour la génétique des populations. Laboratoire Génome,
Populations, Interactions, CNRS UMR 5171, Universite Montpellier 2, Monpellier,
France; 1996-2004
47. Poon AF, Lewis FI, Frost SD, Pond SLK. Spidermonkey: rapid detection
of co-evolving sites using Bayesian graphical models. Bioinformatics.
2008;24(17):1949–50.
48. Grant PR, Grant BR, Markert JA, Keller LF, Petren K. Convergent evolution
of Darwin’s finches caused by introgressive hybridization and selection.
Evolution. 2004;58:1588–99.
49. Burnham KP, Anderson DR. Model Selectionand Multimodel Inference: A
Practical Information-Theoretic Approach. 2nd ed. NewYork: Springer; 2002.
50. Barton K. Multi-model inference. R package version 1.9.13. URL http://CRAN.
R-project.org/package=MuMIn; 2013.
51. Hadinger U, Haymerle A, Knauer F, Schwarzenberger F, Walzer C. Faecal
cortisol metabolites to assess stress in wildlife: evaluation of a field method
in free-ranging chamois. Methods Ecol Evol. 2015;6:1–9.
52. Posautz A, Knauer F, Walzer C. Health and health management of captive
white rhinoceroses (Ceratotherium simum): results from an online survey.
JZAR. 2015;3:128–33.
53. Foote AD, Morin PA, Durban JW, Pitman RL, Wade P, Willerslev E, et al.
Positive selection on the killer whale mitogenome. Biol Lett. 2011;7:116–8.
54. Garvin MR, Bielawski JP, Gharrett AJ. Positive Darwinian Selection in the
Piston That Powers Proton Pumps in Complex I of the Mitochondria of
Pacific Salmon. Plos One. 2011;6:e24127.
55. Consuegra S, John E, Verspoor E, Garcia de Leaniz C. 2015. Genet Sel Evol.
2015;47:58.
56. Yu L, Wang X, Ting N, Zhang Y. Mitogenomic analysis of Chinese snub-
nosed monkeys: Evidence of positive selection in NADH dehydrogenase
genes in high-altitude adaptation. Mitochondrion. 2011;11:497–503.
57. Tomasco IH, Lessa EP. The evolution of mitochondrial genomes in
subterranean caviomorph rodents: Adaptation against a background
of purifying selection. Mol Phyl Evol. 2011;61:64–70.
58. Teacher AG, André C, Merilä J, Wheat CW. Whole mitochondrial genome scan
for population structure and selection in the Atlantic herring. BMC Evol Biol.
2012;12:248.
59. Callahan B, Neher RA, Bachtrog D, Andolfatto P, Shraiman B. Correlated
Evolution of Nearby Residues in Drosophilid Proteins. PLoS Genet. 2011;
7:e1001315.
60. Ben Slimen H, Suchentrunk F, Memmi A, Ben Ammar Elgaaied A. Biochemical
genetic relationships among Tunisian hares (Lepus sp.), South African cape
hares (L. capensis), and European brown hares (L. europaeus). Biochem Genet.
2005;43:577–96.
61. Meiklejohn CD, Montooth KL, Rand DM. Positive and negative selection on
the mitochondrial genome. Trends Genet. 2007;23:259–63.
62. Dowling DK, Friberg U, Lindell J. Evolutionary implications of non-neutral
mitochondrial genetic variation. TREE. 2008;23:546–54.
63. Chevin L-M, Beckerman AP. From adaptation to molecular evolution.
Heredity. 2012;108:457–9.
64. Sorhannus U, Kosakovsky PSL. Evidence for positive selection on a sexual
reproduction gene in the diatom genus Thalassiosira (Bacillariophyta).
J Mol Evol. 2006;63:231–9.
65. Moreno-Loshuertos R, Acin-Perez R, Fernandez-Silva P, Movilla N, Pérez
Martos A, Rodriquez de Cordoba S. Differences in reactive oxygen species
production explain the phenotypes associated with common mouse
mitochondrial DNA variants. Nat Genet. 2006;38:1261–8.
66. Wallace DC. The mitochondrial genome in human adaptive radiation and
disease: on the road to therapeutics and performance enhancement. Gene.
2005;354:169–80.
67. Wallace DC, Lott MT, Procaccio V. Mitochondrial genes in degenerative
diseases, cancer and aging. In: Rimoin DL, Connor JM, Pyeritz RE, Korf BR,
editors. Emery and Rimoin’s Principles and Practice of Medical Genetics.
5th ed. Philadelphia: Churchill Livingstone Elsevier; 2007. p. 194–298.
68. Wallace DC. Mitochondria as chi. Genetics. 2008;179:727–35.
69. Dimauro S. A history of mitochondrial diseases. J Inherit Metab Dis.
2011;34:261–76.
70. Urzúa-Traslaviña CG, Moreno-Treviño MG, Martínez-Treviño DA, Barrera-
Saldaña HA, León-Cachón RBR. Relationship of mitochondrial DNA
haplogroups with complex diseases. J Genet Genome Res. 2014;1:2.
71. Lott MT, Leipzig JN, Derbeneva O. mtDNA variation and analysis using
MITOMAP and MITOMASTER. Curr Protoc Bioinformatics. 2013;1:1–26.
Ben Slimen et al. BMC Evolutionary Biology  (2017) 17:46 Page 15 of 16
72. Pépin D. Variation in survival of brown hare (Lepus europaeus) leverets from
different farmland areas in the Paris Basin. J Appl Ecol. 1989;26:13–2.
73. Wincentz T. Identifying causes for population decline of the brown hare
(Lepus europaeus) in agricultural landscapes in Denmark. http://www2.dmu.
dk/pub/phd_trwj.pdf. Accessed 03 Apr 2016.
74. Hackländer K, Tataruch F, Ruf T. Postnatal development and thermoregulation
in the presocial European hare (Lepus europaeus). J Comp Physiol B.
2002;172:183–90.
75. Kronfeld N, Shkolnik A. Adaptation to life in the desert in the brown hare
(Lepus capensis). J Mammal. 1996;77:171–8.
•  We accept pre-submission inquiries 
•  Our selector tool helps you to find the most relevant journal
•  We provide round the clock customer support 
•  Convenient online submission
•  Thorough peer review
•  Inclusion in PubMed and all major indexing services 
•  Maximum visibility for your research
Submit your manuscript at
www.biomedcentral.com/submit
Submit your next manuscript to BioMed Central 
and we will help you at every step:
Ben Slimen et al. BMC Evolutionary Biology  (2017) 17:46 Page 16 of 16
